Abstract. A specific antiserum for human IGF-II has been produced by immunizing rabbits against the synthetic peptide 
ously high values. This interference could be completely blocked by excess IGF-I (25 ng per tube). Utilizing this method IGF-II was measured in subjects at various developmental stages. In newborns, the mean serum level was 237 \g=m\g/l(N = 56) with a range of 132\p=n-\430 \g=m\g/l(5-and 95-percentile, respectively). During the first year of life a considerable increase occurred. Thereafter IGF-II increased only slightly with age from 520 \g=m\g/l(range 368\p=n-\735) to 647 \g=m\g/l(range 507\p=n-\823) in adults. In patients with growth hormone deficiency (N = 57) IGF-II levels were significantly (P <0.001 (Rinderknecht & Humbel 1978a,b (Zapf et al. 1975) , from which they have to be dissociated prior to deter¬ mination. This may be achieved by gel chromato¬ graphy at acidic pH (Zapf et al. 1981 ) which is rather time-consuming. Alternatively, acid-ethanol extraction has been widely used (Daughaday et al. 1980 ). The latter method, however, does not completely remove binding proteins which may interfere with the assay giving erroneous results (Zapf et al. 1981; Pòvoa et al. 1984; Powell et al. 1986 ).
In order to circumvent these problems, we made an attempt to produce specific antisera against the synthetic C-peptide region of IGF-II ) as suggested by Hintz & Liu (1982) and to block the interference of residual binding proteins in acid-ethanol extracts by an excess of IGF-I.
Materials and Methods
IGF-I and IGF-II were isolated from human plasma Cohn fraction IV as described before (Blum et al. 1986 ). N-terminal Skowsky & Fisher (1972) utilizing N-ethyl-N'-(3-diethylaminopropyl)-carbodiimide-hydrochloride as a coupling reagent. New Zealand white rabbits were im¬ munized with 500 µg of conjugated peptide in complete Freund's adjuvant by multiple intradermal injections (Vaitukaitis et al. 1971) . Booster injections of 100 µg of peptide were administered at 4-to 6-week intervals.
The rabbits were bled from the central ear artery biweekly thereafter. The antiserum with the highest titre was used for radioimmunoassay. For preparation of an anti-fGF-II affinity column, gammaglobulin was isolated from the antiserum and coupled to CNBractivated Sepharose (Pharmacia, Freiburg, FRG) as de¬ scribed (Blum & Gupta 1985) .
Radioimmunoassay
Tracer was prepared by iodination of fGF-II utilizing the chloramine method (Blum et al. 1986 ). Free iodide was removed by gel chromatography on Sepha¬ dex G-25 (disposable PD-10 columns, Pharmacia) and radioiodinated peptide was further purified by affinity chromatography on an anti-lGF-II-sepharose column. Desorption from the affinity matrix was achieved by 0.02 mol/l glycin-HCl, pH 2.5. Specific activity ranged between 5.2 and 6.7 MBq^g. Pure IGF-II was used as standard. The assay buffer was composed of 0.05 mol/l sodium phosphate, pH 7.4, 0.1 mol/l NaCI, 0.1% bovine serum albumin, 0.1% Triton X 100, and 0.02% sodium azide. The antiserum was used at a final dilution of 1:25 000 and it was supplemented with 1 mg/1 normal rabbit gamma globulin (Sigma, München, FRG) . The final volume of the reaction mixture was 0.25 ml. It was incubated over night at 4°C. Bound and free hormone were separated by the double-antibody method adding 0.1 ml donkey-anti-rabbit gamma globulin (Wellcome, Burgwedel, FRG) (1:60) and 0.7 ml 3% polyethylene glycol 6000 (PEG (Fig. 2) . However, if excess IGF-I was added to the incubation mixture, the high mol wt peak completely disappeared, where¬ as the peak at the position of free IGF-II re¬ mained unchanged (Fig. 2) (Zapf et al. 1981; . In contrast to these systems, however, cross-reactivity with IGF-I is neglegible owing to the low degree of sequence homology within the C-peptide region of the two hormones (Rinderknecht & Humbel 1978a,b) . Cross-reactivity with rat IGF-II (MSA) is also very low reflecting the known difference within the C-domaine (Marquardt et (Blum et al. 1986) (1984) and Ashton et al. (1985) , considerably higher levels were reported by Gluckman et al. (1983) 
